# 



FIGURE 1 

PCR Cloning of the Human ERp 

Human testis RNA was reverse transcribed using Oligo dT. The resulted transcript 
used for PCR with Oligonucleotides (red arrows) designed as follows: 




The PCR product was cloned in the Hind III andXbal sites of the Eukaryotic expression v. 
pcDNA III. 
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CAGCCATTATACTTGCCX^ 60 

TGCMGGTGTTrTCTCAGCTGCTATCTCMGACATGGATATAAAAMCTCA(XATCTAGC 120 
CrTMTTCTCOTCCTCCTACMCTGCAGTCMTCCATCTTACCC^ 180 
ATATACATACCTTCCTCC1 AIG rAGACAGCCACCATGAATATCCAGCC^f^CATTCTAT 240 
AGCCCTGCTGTGATGMTTACAGCATTCCC^^ 300 
GGTCGGGAGACCACAAGCCCAMTGTGTTGTGG 360 
GTGGT(XAT0G(XAG1TATCACATCTGTATGCGGMCCTCAAMGAGT(XCT 420 
GCAAGATCGCT AG^CAC^CCTTACCTGTAMCAGAGAGACACTGAAMGGMGGmGT 480 
GGGMOCX^TTGCGOCAGCCCTGmCTGGTCCAGGTTCAMGAGGG^ 540 
GCTGT CTGCAGC GATTACGCATOGGGATATCACTATGiGAGTCTGGTCGTGTGM 600 
AAGGCCl 1 1 I I I AAMGMGCATTCMGGACATMTGATTATATTTGTCCAGCTACAAAT 660 
CAGTGTACAATCGATAAAMCCGGOGCMGAGCTGGG^GGCCTGCOGAC^ 720 
TACGMGTGGGMTGGTGMGTGTGGCTCCCGGAGAGAGAGATGTGGGTACCGCCTT GTG 783 
CGGAGACAGAGAAGTGCCGAGGAGC^GCTGGACTGTGGGGGGMGG^ 840 
GGGCA0GGGG0CG3AGTGCGGGAGCTGCTG AGTG 900 

CTCACCCTCXTGGAGGCTGAGCCGCOCCATGTGCTG^ 960 
ACCGAGGCCTCCATGATGATGTOCCTGAG^ 1020 
ATCAGCTGGGCGMGMGATTCOCGGiCTTO 1080 
CTCnTGGAGAGCTGTTGGATGGAGGTGTTMTGAT 1140 
CACCCCGGCMGCTCATCTTTGCTCGAGA^ 1200 
GTAGMGGMTTCTGGAMTCTTTGAC^TGCTCXjrGGCMCT 1260 
TTAAAACT CCMC ACAMGMTATCTCTGTGTCMGG(X^TGATCCTGCT CMTTCCAGT 1320 
ATGTACCCTCTGGTCACAGCGACCCAGGATG^ 1380 
CTGMCGCCGTGACCGATGCTTTGGmGGGTGATTGCCMGAGCGGCATCTC^ 1440 
CAGCMTCCATGCGCCTGGCTAACCTCCT GATGCTCCTGTCCCACGTGAGGCATGCGAGT 1500 
AAGAAGGGCATGGAACATCT GCTCAACATGAAGTGCAAAAATGTGGTCCCAGTGTATGAC 1560 
CTGCTGCTGGAGATGCTGMTGCCCAGGTGCTTCGCGGGTGCMGTCCT 1620 
T(X)GAGTGGAGCCCGGCAGAGGACAGTAAMGGAMGAGGGCT 1680 
CAGTGA 1686 





MDIKNSPSSL NSPSSYNCSO SILPLEB3SI YIPSSWDKH HEYPAM TFYS 50 

PAVMNYSIPS WINLB3GPG RQITSPNVLJW PTPGHLSPLV VHRQLSHLYA 100 

EPQKSBCEA RSLEHTLPVN RETLKRKVSG NRCASPVTGP GSKRDAHPCA 150 

VCSDYASGYH YGVWSCB3CK AFFKRSIQGH NDYICPATNQ CITIKNRRKS 200 

□3ACRLF5KCY EVGMVKDGSR REFOjYRLVR RQRSADBQLH CAGKAKRSQG 250 

HAPKVRELLL EftLSPEQLVL TLLEAEPPHV LISRPSAPFT EAS^MMSLTK 300 

LAEKELVHMI SWAKKIPGFV ELSLFDQVRL LESCKMEVLM M31MrtRSICH 350 

PGKLIFAPDL VLDRDE3KCV EGILEIFCML LIYITSRFREL KLQHKEYLCV 400 

KAMTT.TNSSM YPLVTATQUk DSSRKLAHLL WWmLVM IAKSGISSQQ 450 

QSMRLANLLM LLSHVRHASN KGMEHLLM1K CKNWPVYDL LLEMLNAHVL 500 
RQCKSSITCS ECSPAEDSKS KEDS^IPQSQ . 531 
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Reporter: ERE TK.LUC 
Cells: HepG2 



T 

n 



3 io - 

o 

^3 



5 - 



17-p Estradiol (10" 6 ) 
hum ERp T 
hum ERp L 



n 



+ + 



B 



12.5 



CO 

cn 

CD 
to 

03 

'o 
3 



10 



7.5 - 



5 - 



2.5 - 



0- 



Reporter: TK.LUC 
Cells: HepG2 
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REPORTER: 3X NF- KB TK.LUC 
CELLS: HepG2 
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Luciferase reporter constructs (0.5 ug) containing either [A] 3 copies of an NFkB binding site 
' upstream of the TK basal promoter (3X-NFkB TK.LUC) or [B] the TK basal promoter 
construct alone (TK.LUC) were transiently cotransfected into HepG2 cells by the calcium 
phosphate coprecipitation method. Each construct was cotransfected with the ER expression 
vector indicated and the plasmid RSV-p-galactosidase (0.5 ug) to correct for variation in 
DNA uptake. Percent luciferase activity values represent Luc:p-galactosidase enzymatic 
activity ratios relative to a value of 100% designated for the IL-1p treated samples and are 
presented as mean ± S.E.. 




Transaction of ERE reporter by EBB, and ERB In H4PPT , ,, 
Luciferase reporter constructs «i „„. J ?■ Pl HAECT -' cells - 

DNA response elernen^ups' ^ e "1^ e " her ' he e5 ' r ° 9en ' eCe <*°' 

basal promoter (TK.Luc) were SlSTf ( t RE TK LUC) or ,he 
(4X10 6 ) with 5 nn of er B J,Z mns,en "y 'ransfected into HAECT-1 cells 

Into 48 we,.s of a ts^S^^^'^^- C * were plated 
Prior to luci.erase « indicated 

™.LUC values and are presented as me an+ s f ™T°™«^ '° 
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^ ^panor (YHpt2) and other a yeast vector (nY* ?t cm 
oncentrat.ons. for 3 h ar ,d then assayed lor 0-ga! a ctosidase activity. 



